WO 01/04138 



10/ 0 30 5? 9 

PCT/US00/18834 



Fig.i 



H. ducreyi Strain 



< 



z 5=2 

<c o 

o o, 

CM <r- 

lo to 



kDa 

66-- 
45-- 

30- 
24- 



CD 

° 9: 5: S: — 

& o o o o 



< v s 



CO 
CO 



§55 



CNJ 
CD 
i 

CD 
CD 



CNJ 



CO 
CD 



to 

CM 



-3- 



CD 

CD LO 

_ CO CO 

$5 O O 

CD -C =C 



S S S R * R R R 
■Resistance to 50% NHS 1 



1/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



• ": . u u J - <' 

PCT/US00/18834 



Fig. 2 



dsrA 



BglU 
1— 



A/del 



EcoRI 



7-*9 

-»8-» 110- 



1 



14-* 6 



V-A PCR 1 
V-APCR2 KS — 
V-A PCR 3 
STANDARD PCR 



14- 



Hind\\\ 
EcoRI / Boll 

1 „J 



^-11^-12 24 

««-16 
KS 



696 bp 



12 



1070 bp 
10- 



-2500 bp 



24 



1237 bp 



•{ SCALE = 500 bp 



2/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



PCT/US00/18834 



CO 
W3 



Eh J 



e 

&h I 
< 

(J 

£h 
Eh 
£h 
< 
O 
O 

s 

• Eh 

£h 

Eh 

g 

O 

•5 



a 
u 

s 

u 
o 
o 
u 



a 



u ( 
a 

a 1 
< 

o 1 

u 

0 

< 
v 
u 
a 

< 

E: 



9h 
O 

Eh 
< 

e< 
a 

o 

8 



u a 



u 
u 

e ' 

O 

o 
<c 
u 
o 
Eh 
< 
o 
Eh 

h 



U 

o 

O 
E< 

h 1 
O 

< 

U 
Eh 
O 

< 

O 

o 
< 
u 
Eh 



0 

e< < 
o 

b. 

o 

3; 

■s- 

a 
< 

< 
■ u 
< 
u 
< 



G 
U 
U 
< 

y 
u 
o 
u 

£h 
< 
0 

U 
< 

u 

• 0 
u 
< 
u 

H 

a 
0 
0 0 
a 

E- 

• O > 
0 

a o 

< H 

u 

o 

0 < 

• < 

< 

u 

0 < 
u 



10 



Eh 




< 






a 






0 




< 


in 


Eh 










5h 






O 




O 


O 


< 








a 


0 


< 








O 


> 


O 




U 




0 


< 






u 






< 


Eh 




0 




e 


CO 






Eh 




O 


> 


a 




0 




< 




0 




0 





h 
0 
U 

H 
U 
< 
U 

E« 

Eh 
Eh 
0 

U 

Eh 
< 

u 

t. 

Eh fa 

a w 

Eh Jh 
Eh 

o 

• 0 o 
Eh 

Eh 
U 

Eh CO 

Eh 

U 

0 < 

• Eh 

0 

0 o 

Eh 

g* 

Eh 

u 

8h CO 

o 

•s* 

a 
o 

o o 

u 

o 

o a 

Eh 

Eh >h 

u 
u 

< Eh 
Eh 



u 
< 
u 
u 
o 
< 

Eh 

Eh 
Eh 
Eh 
Eh 
O 

u 
u 



Eh 

g 

Eh 
O 
Eh 

u 
o 

Eh 
Eh 
Eh 
Eh 

o 
o 

< 

Eh 
Eh 

O 

Eh 
Eh 
Eh 
U 

Eh 
< 
Eh 
Eh 
Eh 

• < 

Eh 

u 

Eh 
Eh 

e« 

U 
U 

o 

• < 

Eh 
Eh 

s 

u 

Eh 

o 

• u 

Eh 

a 

l: 

O 
Eh 



o 

CM 



1-1 00 
O VD 



o o 



3/12 



o o 
cn 



SUBSTITUTE SHEET (RULE 26) 



10/030529 



WO 01/04138 



PCT/US00/18834 



o ^ 



I 
I 
I 

< 

< 
Eh 

< 



E- 
> 

Oi 

cd 

Q 

o 

cu < 

J-H M 
l-H 00 

Eh as 

Q M 

CD CD 

< £ 

Du co 
cd < 

O CD 

o cd 

X 

i-l 
X. 

CO 

tt. 

CO 
Q 

a. 
> 

CO 

Q . 
W < 

a cd 

CO > 
>-l OU 

3 > 
o ^ 

H ^ 

CO W 

Z t-a 

Q CD 

Q 
< 
Z 

a. 

CO 



CO 

Z 

CO 

> 

I — i 

< 

Eh 

Q . 
CD O 

J £ 

Eh 

t-4 
Z 

a. 



cr> o 

M CO H 



z Q 

CO M 

s a: 



Z 

Q 
Q 
»J 

za 

Q 
X 

z 
w 
z 

Du 
i— I 
Z 

a, 

^ O 
CU W 

a. > 

jol>. 



CD 
Q 

Q 

Q 



< 
Eh 

a 



Q 
Eh 



< 
> 

cd 

Eh 

a 

CO 
CO 

pH-^gi 

fe-COl K 
^ CO < 

! g I 

, a a 

, < a 
i pa < 

I Eh H 

i a <2 

-CD? ZjCDa 

'->H ^H*>H-« 

i x > 

I H < 

I < CO 

I * I 

I -3 I 

i z o 
i > ^ 

I z co 
co a i 

Lcoi a 
stolQ ffls 



cd 

CO 

< 

co 

a 
w 

Q > 

Of CD 

H H 

< < 

HH l-H 

v: co 

6h < 

> CD 

co > 

* i5 

cd 
< 



CO 



Eh 
W 
> 

Q 

H 
Q 



in o m 
ir> r- cn 



< W 



f-n o m 

CM 

H fO (NJ 



O 
< 
> 

> 
< 

Q 
Eh 

I 
I 

Q 
O 



X 

^ a: 



CO 
X 

o 



a 

KH CO 

^ > 

X CO 

CO w 

^ tx: 

W Q 

^ ^ 

O co 

Cz3 (X 

C£l Q 

> CD 

Z i — i 

CO <C 

W HH 

h3 CO 

>H 

Sf^Jx 



i^t Q x 
£co£"^-:co3 

H »^ CO 

1^51^3 mi 

eSiLOj co 
i 

co 

> 

CO 

w 

.J 

ICX4 >H ~&U3 

z s>2 



i 
i 
i 
i 
i 

z 
< 

< 



•:co| ^ p^l 



Cl4 



O ro 
CN *T CN 

cm in *r 

CD Z_Z 
Lco_cof i 

La] §§0S 
cd z a 

Z CD CO 

r^rco-coi 

:Zv:Zr<C 

\m <-> 

{ - -Eh--. 

z z 

Eh Z Z 

: C0 - >H^ 
f CD" CD^O- 

; cdI"cd*:o 

^EHiCOi O 
co 

O CO .CO. 

Cdc:; cd *a;| 

CCDBLDtCD 1 
fCD^CD^CDi 

mm. 

CO z z 
t O^-CD "CD1 

aO^co^cd; 

'^2I- V CD ? CO 
*£CO^COj Z 

i2C*J& co 

Z < CO 

HI 

:■->■£>! 

^ CO h 



iZ-: 




CD^Z_Z 

LC01CD:.C04 



bJO 

• rH 



t— 1 


r-i » — 1 




r- 


o 


f-H CO 












m 


OO t — 1 


LT) 












f-H r-i 






CN 




CN 




CN 




< 


< < 


< 


< < 


< 


< < 


< 




a -a 




a. *o 


u 


a -a 


u 


cn 


CO 


CO 


CO 03 


CO 


co rtj 


CO 


a 


^) >- 


Q 


ED >- 


a 


3 >H 


Q 



CN 



CN 

< < 

a 

CO 03 



4/12 



CN H VC 
CN ^) VD 
H CO CM 



CN 

< < < 

u a XJ 

CO CO CO 

Q D 



m h vo 
<r m n 
h n 



CN 

< < < 

u a xj 

CO CO CO 

a a >h 



O rH 

ro CM 

CM LO T 



CN 

< < < 

jh a -o 

CO CO 03 

Q D ^ 



SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 - PCT/US00/18834 



Fig. 5 



A. 

Strain: 35000 



B. 



FX517 

—I I 1 I 1 1 1 

37° 100° STD 37° 100° 100° 100°C 



35000 FX517 

ir 



-220- ^ff f .- 

. '.>■. -116- ->;vi;v- 



ii^^S^^^!' ~66~ 

f^g^--- if gilt i fl tf t t^ irf -45" 




5/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



PCT/US00/18834 



Fig. 6 



Percent 
Survival 



Percent NHS Used 



50% 



25% 




35000 FX517 35000 FX517 
Strain 



6/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



10/030529 

PCTYUSOO/18834 



Fig. 7 



Strain: I FX 517 C1PA75 C1PA77 CIP 542_ 

I "7 1 I Z 1 1 4. _ 1 1 + 

Plasmid: N N + - + T 



kDa 
-30 



RSRSRSRSR 
Resistance to NHS 



7/12 

SUBSTITUTE SHEET (RULE 26) 



_ PCT/US00/18834 
WO 01/04138 ~ 



Fig. 8 



Strain: 35000 FX 517 



CIPA75 CIPA77 



CIP 542 



"IT 



kDa 
20 



Plasmid: None None A B None A B None A B None A B 



8/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



PCT/USOO/18834 



ooooooooooooaocooo 



cncmcnicmcncmcsicnjcn 



ON 



(X X 

t a. :-; cu 

: >* •_ X 
- x ;:? x 

•X/-x; 
^Eh 

J : < \ < 
;..cn- : .co. 

;m . hh; 

r CD 'O 
r Cu^Cu: 



X £ 

cu ^ 

J-g 

.a -a» 
'.x~£~ 

9-4.- H 
-.2: S 



E-» H Eh 

X X X, 

cu- cu ;cu 
s s s 

~X ; 'X *:X" , 
O O'O 1 

Cd< cd - w r: 

"X: >^i^-- 
-Eh-e^e-t: 

ankcu rou 

• hH HVH.. 

-co- o~ r o ■• 

Cu^.CU 1CU 



"o - cj ^cjS.o^o„e^o ; 1 
,cd-cd- e)4o 'o { Q_£P-:- 

is-- 2?2^2-2 T ~co J2 . 

-co ■ CO " CoStO-vCOv CO .-co- 

?cd cdxo^cd -o - 

i W. CJ^CD-CD^CD cmo. 
*>i- Xf >*£xT>ii *>t>2- 

§X' xi ^V.xTr*- >«f s >l-' 

?co^ T co " co- .co tcp -cO;, : c/r 
X X-X±X X;Q ,;>«: 
rip" ' m^-".^^ 
rfCOS" cosco'«co •> co^ ; co^co^ 
r co T - co^cn* - co, rco,. co r-cor 

1Kb <~~< " '<-fC^. < f < 
tE^fcSH^H-. Et*:~ &-»f E~* 



X >H . » X 

CO CO- co CO 
Q Q- Q ~g 
O q Q O 

■Eh p Eh H 

^ ;hH 

to CO" co to 

.H"H. j=< 



'-E-i-EH, 
| CO?" CO • 

r> ?>: 
!>?>. 

1^ : ^ 



co ^co COH 
> ,>^> 

t>.#> >: 



Q 



%EHj:£Hj 

'^E-*v- 6H: 



CO .CO...CO-. 
Dj CO CJ_ 

Q: D O 
>h-x:x 

Eh:. H £-h. 

co ? " CO co 



X X 1 

.co... col 

O t Qi 

^■.-■^ 
-X ; X' 

h:.Eh 

:.o...a 

'U 
XX 

CO i CO 

Eh=I 



i^Hfe-^_EH' 



: EHr:-EH-;EHEEHi 

L COi CO^iCObiCOi 
:^.-Hi'H : ..fcHj 



2 5: 2 Z 2.2:2 

co. to co J co co co^co 

ii : 3i3 :W-H 
2- 2-2 21-2^,2 
iX : X: X >1. XjjX^X 

cb: co~co. co. co co xco 
xvx^ 

2 2-2" 2i2 5&«j 
^ J - W3T^v J ; »-]= 

S o o a ch>^o -_o 

2^2 2-2 2 2: 

1M-M ^ r HH \=hrt *— 4 „tH- 

co^cOi co ^ CO CO -_CU t co 

ca' tcx« ^ -cu =a>^:&4 

— to co i i H co 
I I \ \ 2, 1 

fOL4l_l lJfe^-^V-ld 

co-co^co^co^co^ Wicpj 
co"- Cu ^Cu cofecoico.;^ 

>">..^>3i>*>T i s>- 
*CU" X X lCU^CUt- : l-i cu 

x x x '^>^X co 
H feE^EH^jEH H. 

> >-,>.->•: > v : >.-^- 
cu-.cu.a. Oi cu.-cu t .Q4 



2^21 
C3 C* 

-^-^ 
S^2 

co^c^ 



a;?ct:] 

-QiQl 
-••2 '21 

co^.coi 

X :l ^ 

;2 

©Of 
l 5ZT 21 

^cu^cu 
^co^co 
^Pu^Cu 

^• : :>^: 

^~>H 



CO 



<r< < 

^ ^; ^ 
Eh' H E- 1 

(i: a: ; a: a: 

Eh Eh b Eh 



Eh 

[14- 



< < < 

<'<■■< 



< <\ 

< < 

H Hi 



Eh 

Q q Q O Q 

'Ehs.Ehv^.i.E-* H 



t j t— v. ri i — i i — '. i — i • ■_ • < 

g oc;-^^ tf- a: P£ oc. eg 

CO ? CO CO-CO -:CQ ,cO " CO 
!> >" " >_j>. >Z >,>_>.> 

S >h4?m-^ >HirX--X„>^fX 

» ->•;>. > >3> ->_>-> 

rn COi.CO-CO CO r CO „CO_ COgCO 

coico ; co co^co co. co^co 

E-i^£h *Eh . Enf Eh Eh HzEh 

5 ! CD: o c*>4o ^e> ,o o„. .a 

cn -SkO-e ;CD^O CD CD" O 
gi2t2 -5^2^ g^ZaZ 
fe.CUr"CU- Cu ■ Cu ~ 0u Cu Cu ^Cu, 

C/1-CO^CO CO>COvCO co _co - CO 

-<"-<-^: ^ 

CO COS:CO JCO" CO Z co -co co^co^ 

5ilCD-lci> CDSCD-O CDlCLvp 
F-* - £h"-. E^' - Eh . Eh ' ' E-» - Eh ~ Er! : Eh| 

CO -CO CO: co:^co a -:co CO^COrCO 

feiZlZ V 2=.2S2 = £2i2^ 
•2^2. • jzsSi : g : '2 t: 2-^2 .;2 
Eh„Eh-,£h|&h P:iHsH»:g-ji 



bJO 



CD 

a: 

"co 
cu 

CL 
CD 

I -i 

a: ^ 
15 -S 

CO 

CO 



CO 



II 



CNCNJCNICNICNJCNICNCNJCNJ 



CO^Oii 
CO'T.COi - 
CU""CU: ' 

%co;co^ 
>:>1 
Q iCDi 
*CU~:.aq 

tHrEH? 

^,>: 

:Cu r ^CUj 



^: 
2 

t-H 

2 
X 
H 
2 

t 
I 

I 
I 
I 



2 I 

M t 

2 1 

X I 

Eh I 

2 1 

1 I 

1 I 

I I 



2 
1 — 1 
2 
X 
H 
2 

1 

! 



2 
1 — * 
2 
x 

Eh 
2 
^ 
2 
t — i 
2 
X 

2 



2 



tx^X^j 

;oto .co-. 

CO i_CO CO! 

[O'JCD-.CDi 

W« :sj :.»siis 



Lx^x.^'i^F^i 
iOrIO*?.CD.^O.mCDj 

•co-coLco .-co - co: 




y^oSc^C^r^CiD.CDlCD O: 
& 2^2ixt2 -^ 2 2 2^ 

^212-^2:^2? 2H2?>2 -2? 



2 U 
< Q 



o 
o 
o 
in 
m 



r- cn cn 
< < 

in m < 

CU CU CU CU HH 

M M t-H M X 

u u u u u 



CN 

o 



t— i o ^c> 
1 cr. o 
> 2 *r 



2 U 
< Q 

u o 

in r- 

r- r> csj <N cnj 
o < < mo 
o in m < h 1 

OCUCUCUCUHHi— iO*^> 
in HH H HH HH HC I CT> O 



2 cj 
< a 
u u 



< Q 

CJ CJ 



o 
o 
o 
m 



CM (NJ 



in 



< 

CU Cu CU Cu 



m u u cj O 



cm 

in o o 
in in < h 1 o 

hH ^1 O O 

rr 1 o m h h m 
cj>S^ ,rr > c ^ c - >a 



cu cu 



CM CM 



cm 
in o 
in m < h i 

CU CU M rH O VT> 
kH HH X 1 CT» O 

cj cj > 2: ^ 



9/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



10/030529 

PCT/US00/18834 



Fig. lO 



-35 -10 

35000 TTGACATTTTTTTAATGTAAGGTAGAAT 

CIPA75 TTGACATTTTTTTA AGGTAGAAT 

CIPA77 TTGACATTTTTTTA AGGTAGAAT 

CIP 542 (CAN) TTGACATTTTTTTAATGTAAGGTAGAAT 

CIP 542 (CDC) TTGACATTTTTTTAATGTAAGGTAGAAT 

CHIA TTGACATTTCTTTAATGTAAGGTAAAAT 

V-1 1 57 TTGACATTTTTTTAATGTAAGGTAGAAT 

M90-02 TTGACATTTTTTTAATGTAAGGTAGAAT 

406 TTGACATTTTTTTAATGTAAGGTAGAAT 

I I I 

10 20 30 



10/12 

SUBSTITUTE SHEET (RULE 26) 



WO 01/04138 



PCT/US00/18834 



Fig. 11 
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U = Unlabeled OMP 

1 = Surface-labeled H. ducreyi total protein 

2 = Affinity purification, human native Vn 

3 = Affinity purification, human recombinant Vn 

4 = Affinity purification, bovine native Vn 
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